The effects of antenatal depression and antidepressant treatment during pregnancy on both mother and child are vigorously studied, but the underlying biology for these effects is largely unknown. The placenta plays a crucial role in the growth and development of the fetus. We performed a gene expression study on the fetal side of the placenta to investigate gene expression patterns in mothers with antenatal depression and in mothers using antidepressant treatment during pregnancy. Placental samples from mothers with normal pregnancies, from mothers with antenatal depression, and from mothers using antidepressants were collected. We performed a pilot microarray study to investigate alterations in the gene expression and selected several genes from the microarray for biological validation with qPCR in a larger sample. In mothers with antenatal depression 108 genes were differentially expressed, whereas 109 genes were differentially expressed in those using antidepressants. Validation of the microarray revealed more robust gene expression differences in the seven genes picked for confirmation in antidepressant-treated women than in depressed women. Among the genes that were validated ROCK2 and C12orf39 were differentially expressed in both depressed and antidepressant-treated women, whereas ROCK1, GCC2, KTN1, and DNM1L were only differentially expressed in the antidepressant-treated women. In conclusion, antenatal depression and antidepressant exposure during pregnancy are associated with altered gene expression in the placenta. Findings on those genes picked for validation were more robust among antidepressant-treated women than in depressed women, possibly due to the fact that depression is a multifactorial condition with varying degrees of endocrine disruption. It remains to be established whether the alterations found in the gene expression of the placenta are found in the fetus as well.
INTRODUCTION
Unfortunately pregnancy is not a lighthearted period for all women. About 10% of pregnant women in economically developed countries and up to 25% of pregnant women in poorer countries develop symptoms of depression, such as fatigue, trouble sleeping, sense of sadness or hopelessness, during pregnancy (O' Keane and Marsh, 2007) . The 5th edition of the Diagnostic and Statistical Manual of Mental Disorders (DSM-V) also acknowledged the peripartum onset of depression (American Psychiatric Association, 2013) . Antenatal depression is not only affecting the mother's well-being but also affects the unborn child and has been associated with child internalizing difficulties (Barker et al., 2011) , attention problems (Van Batenburg-Eddes et al., 2012) , and violent behavior during adolescence (Hay et al., 2010) . Moreover, the risk of developing depression during adolescence (Pawlby et al., 2009) or adulthood (Pearson et al., 2013 ) is higher. Although the genetic setup of the mother, the hormonal/reproductive history, current stressors, and life experiences are known risk factors (Miller and LaRusso, 2011) , the underlying biological mechanisms of antenatal depression and especially its influence on the developing child remain largely unknown. So far one of the mainly suggested biological mechanism underlying the effects of antenatal depression is the activation of the HPA-axis (reviewed in : Field, 2011; Olivier et al., 2014; Waters et al., 2014) . In addition to increased cortisol levels Field et al. (2004) also reported on reduced serotonin and dopamine levels in urine samples of depressed pregnant women. Alterations in cortisol/HPA axis responses or in catecholamines/serotonin may explain some effects in the offspring, however the intrauterine environment is directly passed into the embryo-fetal epigenetic programming. For this reason exposure to antenatal depression in utero may also increase the risk for adverse outcome in the offspring via epigenetic alterations (Babenko et al., 2015) . Several treatments for antenatal depression are available, including antidepressant treatment. Antidepressants pass the placenta and are found in the amniotic fluid (Hostetter et al., 2000; Loughhead et al., 2006) . Although the exact effect on the offspring is unknown, the use of antidepressants during pregnancy has increased during the last decades. From 1998 to 2005 a 300% increase in antidepressant use during pregnancy was reported (Alwan et al., 2011) and this number is still increasing. Selective serotonin reuptake inhibitors (SSRIs) are the most frequently used antidepressants during pregnancy (Andrade et al., 2008) , and are generally considered safe (Gentile, 2005) . However, epidemiologic studies have found associations between SSRI use and neurodevelopmental disorders, e.g., autism (Croen et al., 2011; Rai et al., 2013) , and attention-deficit hyperactivity disorder (Clements et al., 2014) . Cohort studies are underway for the study of SSRI use during pregnancy and the neurodevelopmental disorders in the offspring (Malm et al., 2012) . Although some SSRI effects during pregnancy have been reported in the offspring (see: Olivier et al., 2013; Bourke et al., 2014) there is still a great need to investigate the molecular mechanisms involved in antenatal depression that may be altered by antidepressants. By unraveling these pathways we generate more insight into the effects of antenatal depression and antidepressant treatment on the developing child, which ultimately helps in future decisions of using antidepressants during pregnancy.
The placenta plays a pivotal role in supporting fetal growth and development and is a crucial regulator of maternal-fetal interactions and fetal brain development (Hsiao and Patterson, 2012) . In fact, placental serotonin synthesis directly modulate fetal brain development (Bonnin et al., 2011) . As the placenta carries important information about the pregnancy, investigation of the placenta provides valuable insight to the molecular mechanisms that may have both immediate and long lasting effects on fetal health. This study was designed as a hypothesis-generating study and investigated the impact of antenatal depression and antidepressant treatment during pregnancy on the gene expression in the fetal placenta. Placental samples from mothers with normal pregnancies, from mothers with antenatal depression, and from mothers using antidepressants were collected from the "Biology, Affect, Stress, Imaging and Cognition in Pregnancy and the Puerperium" (BASIC) project. In a first pilot microarray experiment 108 genes were differentially expressed in antenatal depressed mothers whereas 109 genes were differentially expressed in those using antidepressants. Of these genes, seven were chosen for biological validation in a larger sample.
MATERIALS AND METHODS

SUBJECTS
This study was carried out at the Department of Women's and Children's health, Uppsala University Hospital, as part of an ongoing longitudinal study on antenatal and postpartum depression: the Biology, Affect, Stress, Imaging and Cognition in Pregnancy and the Puerperium (BASIC) project. The BASIC project started in 2010 and aims to include a study population of 5000 pregnant women in the Uppsala County. Women attending the routine ultrasound examination (gestational week 16-17) at Uppsala University Hospital are approached for participation, enabling a population-based sampling. Upon informed consent, women fill out web-based questionnaires in gestational week 17 and 32 including questions on physical and socio-demographic characteristics, medical, psychiatric, gynecologic and obstetric history variables, lifestyle, medication parameters, and the Swedish version of the Edinburgh Postnatal Depression Scale (EPDS). Information concerning the maternal depression, SSRI use, delivery and neonatal outcome were retrieved from the medical records. Placental biopsies are collected at delivery.
For the specific aim of this sub-study, inclusion criteria were women of Caucasian origin, normal pregnancies and deliveries and healthy offspring (no diagnoses and no admittance to neonatal care). Exclusion criteria were smoking or alcohol use during pregnancy, any daily use of prescribed drugs during pregnancy, any other chronic condition or disease, gestational age <35 weeks, and maternal age <18 or >42 years. Women on antidepressants used their treatment during the entire pregnancy in clinically relevant doses (low-dose use was excluded). The study was approved by the Regional Ethics Committee, Uppsala, Sweden, and performed in accordance with relevant guidelines and regulations.
Study population for micro-array analysis
Women with pregnancies complicated by ongoing depression (n = 5), SSRI treatment (n = 5) and women with normal pregnancies (n = 10) were selected from the BASIC biobank. Depressed women had medical records confirming major depression and ongoing treatment for their depression in terms of psychotherapy. In the SSRI group sertraline (n = 3), fluoxetine (n = 1) and escitalopram (n = 1) was used. Women on SSRIs displayed significantly lower depression scores than depressed women, i.e., the two groups were not readily comparable (Table 1) . Hence, the exposure of ongoing depression or SSRI treatment, respectively, were compared against two control groups. Controls were matched with respective depressed or SSRI-treated women by age (±2 years), BMI (±one unit) and gestational length (±1 week) on an individual level. The control group consisted of women with no history and no current symptoms/diagnoses of mood or anxiety disorders, and their EPDS scores at gestational week 17 and 32 were 6 or lower.
Study population for validation of the microarray
The samples described above were extended to 24 women with pregnancies complicated by ongoing depression, 29 antidepressant-treated women and 31 women with normal pregnancies. The depressed group included the five microarray cases and 18 women with EPDS >12 in gestational week 17 and 32, or an EPDS score >14 on at least one time point (n = 1). The average EPDS score for all depressed women was >15 in gestational week 17 and 32. The EPDS questionnaire is validated for use in both pregnant and postpartum women (Gibson et al., 2009) , and has been validated for the Swedish setting (Rubertsson et al., 2011) . The EPDS contains ten items (rated on a scale from 0 to 3), based on the past 7 days. While its sensitivity is relatively low, a cut-off score of >12 points during pregnancy has a specificity of 98-99% for major depression (Bergvink et al., 2011) . Thirteen of the depressed women were also evaluated by Mini International Neuropsychiatric Interview, which confirmed that all but one (she had social phobia) had major depressive disorder during pregnancy. In the antidepressant-treated group, women used sertraline (n = 11), fluoxetine (n = 8), citalopram/escitalopram (n = 7), venlafaxine (n = 2) and clomipramine (n = 1). Treatment had been initiated by primary care physicians as well as by psychiatrists.
SAMPLE COLLECTION, PROCESSING, AND STORING
Placental tissues (containing both maternal and fetal side) were obtained after delivery, rinsed carefully in sterile phosphatebuffered saline to wash off maternal and fetal blood, and frozen on dry ice within 60 min of delivery and stored at −70 • C until further use. Each placenta was individually processed as a single biological replicate in the microarray and validation study.
RNA ISOLATION
Microarray study
A biopsy was taken with a 3 mm cube from the fetal side of the placenta. Total RNA was isolated using miRNeasy mini kit (Qiagen, Hilden, Germany). Tissue was lysed with QIAzol reagent (Qiagen) using a rotor-stator homogenizer (up to 33.000 rpm; Ingenieursbűro CAT M Zipper Gmbh, type x120, Staufen, Germany) and chloroform (Sigma Aldrich, St. Louis, MO, USA) was added for phase-separation. The rest of the procedure was performed as described in manufactures protocol.
Validation study
A biopsy was taken from the fetal side of the placenta with a 3 mm cube. Total RNA was isolated using RNeasy mini (Qiagen, Hilden, Germany). Tissue was lysed with QIAzol reagent (Qiagen) using TissueLyser (20Hz, 2 × 5 min) with stainless steel beads (Qiagen) and chloroform was added for phase-separation. The rest of the procedure was performed as described in manufactures protocol. For both studies RNA concentration was measured with ND-1000 spectrophotometer (NanoDrop Technologies, Wilmington, Delaware, USA) and RNA quality was evaluated using the Agilent 2100 Bioanalyzer system (Agilent Technologies Inc, Palo Alto, California, USA).
MICROARRAY EXPRESSION ANALYSIS
250 nanograms of total RNA from each sample were used to generate amplified and biotinylated sense-strand cDNA from the entire expressed genome according to the Ambion WT Expression Kit (P/N 4425209 Rev B 05/2009) and Affymetrix GeneChip® WT Terminal Labeling and Hybridization User Manual (P/N 702808 Rev. 4, Affymetrix Inc., Santa Clara, CA). GeneChip® ST Arrays (GeneChip® XXX Gene 1.0 ST Array) were hybridized for 16 h in a 45 • C incubator, rotated at 60 rpm. According to the GeneChip® Expression Wash, Stain and Scan Manual (PN 702731 Rev 3, Affymetrix Inc., Santa Clara, CA) the arrays were then washed and stained using the Fluidics Station 450 and finally scanned using the GeneChip® Scanner 3000 7G.
MICROARRAY DATA ANALYSIS
The raw data was normalized in the free software Expression Console provided by Affymetrix (http://www.affymetrix.com) using the robust multi-array average (RMA) method first suggested by Li and Wong (2001) and Irizarry et al. (2003) . Subsequent analysis of gene expression data was carried out in the freely available statistical computing language R (http://www. r-project.org) using packages available from the Bioconductor project (www.bioconductor.org). In order to search for differentially expressed genes between the depressed and controls, and the SSRI and the control groups an empirical Bayes moderated t-test with robust regression was applied (Smyth, 2004) , using the "limma" package (Smyth, 2005) . To address the problem of multiple testing, p-values were adjusted according to Benjamini and Hochberg (1995) . The Genesis software, version 1.7.1 (http:// genome.tugraz.at/), was used to produce hierarchical clustering and to visualize differentially expressed genes by heat maps (Sturn et al., 2002) . The expression data were further analyzed using ingenuity pathway analysis (IPA) in order to determine significantly deregulated genes and pathways (Ingenuity® Systems, Mountain View, CA, USA; www.ingenuity.com). IPA reveals Top genes, which are genes with the largest normalized enrichment scores, and IPA computes a score for each network according to the fit of that network to the user-defined set of Focus Genes. The score, derived from a p-value, indicates the likelihood of the association between the set of focus genes (Bonferroni-corrected significance threshold of P < 0.05 and a fold change of 0.5) and a given pathway. The smaller the p-value, the less likely that the association is found due to random chance. In general P-values below 0.05 indicate a non-random significant association. The p-value is calculated using the right-tailed Fisher Exact Test (for more details see www.ingenuity.com). 
qPCR DATA ANALYSIS
All samples were performed in triplicates and averaged for further calculations. Mean normalized expression (MNE) based on the ratio between Ct-values of target and reference genes and the efficiency of the PCR reactions, was calculated as a measure of target gene transcription, as described previously (Muller et al., 2002; Helmestam et al., 2012) . Data are presented as log 2 MNE to illustrate the difference between the groups.
STATISTICS
Clinical characteristics of women in the microarray study and the validation study were compared by means of One-Way ANOVA, followed by a Bonferroni post hoc test when appropriate. Differences in expression between subsets in the validation study (qPCR) were calculated using a univariate ANOVA with age, BMI, parity, and week of delivery as covariates. Data were analyzed using the SPSS 20.0 software. Level of significance was set at P < 0.05. Data are presented as mean ± S.E.M.
RESULTS
SUBJECTS
The demographic characteristics of the women in the microarray and validation studies are presented in Tables 1, 2 . Microarray study: A significant group difference was found for EPDS scores at gestational week 17 [F (3, 18) = 8.9, P < 0.01] and gestational week 32 [F (3, 17) = 22.8, P < 0.001]. Depressed women had significantly higher EPDS scores in gestational week 17 and 32 compared with controls (P < 0.01), whereas women on SSRIs did not differ from controls at any time-point. In gestational week 32, depressed women also had significantly higher EPDS scores than SSRI-treated women, Table 1 . Validation study: All women on SSRI treatment reported previous anxiety and/or depression at the first antenatal booking, whereas 41% of depressed cases had no previous psychiatric history. Women using antidepressants had a significantly shorter gestational length than controls (P < 0.01). As expected, significant group differences were found in EPDS scores at gestational weeks 17 [F (2, 74) = 69.6, P < 0.001] and 32 [F (2, 74) = 74.3, P < 0.001]. In gestational week 17 and 32, depressed women had significantly higher EPDS scores than antidepressant-treated women (P < 0.001 and P < 0.001, respectively), whom in turn had higher EPDS scores than controls (P < 0.001 and P < 0.001, respectively), Table 2 . No other parameters differed between groups. Healthy controls (n = 31) Depressed women (n = 24) SSRI-treated Women (n = 29)
BMI (kg/m 2 ) 26.0 ± 4.9 24.0 ± 6.2 27.2 ± 4.9
Systolic blood pressure in first trimester, mmHg 119 ± 13 111 ± 12 118 ± 12
Diastolic blood pressure in first trimester, mmHg 73 ± 9 6 9 ± 7 7 0 ± 7
Systolic blood pressure at last visit, mmHg 125 ± 11 119 ± 11 125 ± 10
Diastolic blood pressure at first visit, mmHg 79 ± 8 7 6 ± 6 7 7 ± 7
Lowest hemoglobin level during pregnancy, g/dl 11.7 ± 0.8 11.4 ± 0.8 11.0 ± 0. 
DIFFERENTIALLY EXPRESSED GENES AND PATHWAYS BETWEEN THE DEPRESSED AND CONTROL PLACENTAS
At a Bonferroni-corrected significance threshold (P < 0.05) and a log2-fold change of 0.5 or higher we found 108 genes differentially expressed between the depressed women and their respective controls; 100 were down-regulated and 8 up-regulated, see Table 3 . The raw microarray data is found as an excel file in the Supplementary Data. The ingenuity pathway analysis (IPA) revealed 17 differentially expressed top genes; 7 were up-regulated and 10 down-regulated. Top up-and down-regulated molecules are summarized in Table 4 . We then clustered placentas according to their gene expression profiles for the 17 genes that displayed differential expression (see Figure 1A) . In order to determine the biological relevance, analysis with IPA was performed, focusing on genes that differed in expression between placentas from depressed women and controls. As shown in Table 5 , we identified five gene networks that were significantly enriched, (Table 5) . Further, the significant canonical pathways identified by IPA (P < 0.05) are shown in 
DIFFERENTIALLY EXPRESSED GENES AND PATHWAYS BETWEEN SSRI-TREATED AND CONTROL PLACENTAS
Similarly, we found 109 genes to be differentially expressed between the SSRI-treated women and their respective controls at a Bonferroni-corrected significance (P < 0.05) threshold with a fold change of 0.5 or higher. 82 genes were down-regulated and 27 up-regulated, see Table 7 . The raw microarray data is found as an excel file in the Supplementary Data. IPA analysis revealed 20 differentially expressed top genes, of which 10 were up-and 10 down-regulated (see Table 8 ). We then clustered placentas according to their gene expression profiles for the 20 genes that displayed differential expression (see Figure 1B) . With use of IPA we focused on genes that differed in expression between placentas from antidepressant-treated women and controls. As shown in 
COMMONLY ALTERED GENES IN DEPRESSED AND SSRI-TREATED GROUPS
Of the 108 genes that were differentially expressed between the depressed and the control cases, and the 109 genes that were differentially expressed between the SSRI-treated and the control cases, only 20 genes were overlapping. These genes are displayed in Table 11 .
VALIDATION OF MICROARRAY DATA USING qPCR ANALYSIS
For validation of the microarray results we selected seven genes that were detected in top up-or down-regulated genes, in the pathway analysis or in the canonical pathway analysis in placental tissue of both depressed and antidepressant-treated women. ROCK1 and ROCK2 are both involved in the actin nucleation by ARP-WASP complex, RhoA signaling, VEGF Signaling and protein kinase A signaling in the canonical pathway analysis of depressed women. Moreover they also appeared in the canonical pathway analysis of ephrin A Signaling, RhoA signaling, PEDF signaling, breast cancer regulation by stathmin 1 and signaling by Rho family GTPases of antidepressant-treated women. In addition, ROCK1 and GCC2 belonged to the top down-regulated genes in depressed as well as antidepressant-treated women and ROCK2 is a top down-regulated gene in the depressed women as well. KTN1 is involved in molecular transport, RNA trafficking, connective tissue disorders pathway of depressed women, but also in infectious disease, cellular assembly and organization, cellular function and maintenance pathway of antidepressant-treated women. Moreover, KTN1 is involved in the RhoA signaling of the canonical pathway analysis in both depressed and antidepressant women. DNM1L is involved in cardiovascular system development and function, organismal development, visual system development and function of the pathway analysis in depressed women but also in cell death and survival, inflammatory response, cellular movement pathway analysis of antidepressant-treated women. NEXN was the top down-regulated gene in antidepressanttreated women and also turned out to be involved in cardiovascular disease, skeletal and muscular disorders, cardiovascular system development and function pathway in antidepressanttreated women. Finally, C12orf39 was chosen as it appeared to be the top up-regulated gene in antidepressant-treated women.
In the placenta of depressed women (Figure 2A ) a significant down-regulation compared to placenta of controls was found for the C12orf39 gene [F (1, 45) 
DISCUSSION
We performed a gene expression study in the fetal placenta of depressed women and antidepressant-treated women, and compared them with the gene expression of the placentas from women with normal pregnancies. We found that antenatal depression and antidepressant exposure during pregnancy has an influence on the gene expression of the placenta. In the microarray 108 genes were differentially expressed in women with antenatal depression, while 109 genes were differentially expressed in antidepressant-treated women. Only 20 genes were overlapping between depressed women and women on antidepressant treatment. Among the genes we chose for validation, only 2 were validated with qPCR for depressed women.
In the antidepressant-treated women, 6 genes were validated, indicating a more robust effect in alterations of these genes due to antidepressant treatment during pregnancy. Antenatal depression is a relatively heterogeneous condition with different causes (primary or secondary to somatic disease) and differential degree of endocrine disturbances. Furthermore, women with antenatal depression may also differ between the pilot microarray and the validation study as to depression severity and duration of the depressive episode. These factors may have precluded the possibility to confirm the microarray findings, and it is a major limitation that not all women in the validation part of the study were diagnosed by a structured psychiatric interview. As depression per se has effects on perinatal outcomes such as birth weight and gestational age (Chambers et al., 1996) , suggesting that placental function is altered, further studies in more homogeneous women (and with larger sample sizes) of depression are warranted. In addition, women on antidepressant treatment during pregnancy possibly may have had a more severe depression, Cell death and survival, liver necrosis/cell death, hematological system development and function
Cardiovascular disease, skeletal and muscular disorders, cardiovascular system development and function
since continued treatment apparently was needed, and that this effect is reflected in the gene expression pattern. However, it is also possible that alterations in placental gene expression already occur because of the antenatal depression, but become (more) apparent, when antidepressants are used. Although several alterations in the gene expression of the fetal placenta were found, it remains to establish if these alterations are found in the fetus as well.
When the microarray was validated with a larger sample-size, ROCK2 was down-regulated in both depressed and SSRI-treated women. ROCK1 and ROCK2 are part of the Rho-associated coiled-coil kinase family (Nakagawa et al., 1996; Amano et al., 
2000)
and are downstream effectors of RhoA-GTP. Rho-ROCK signaling pathways are involved in the regulation of actin cytoskeleton, cell migration and proliferation (Schofield and Bernard, 2013) . In mice, ROCK1 is highly expressed in the lung, liver, spleen, kidney and testis, whereas ROCK2 is most abundant in the brain and heart (Nakagawa et al., 1996; Di et al., 2000; Wei et al., 2001) . The role of the Rho/ROCK family in cardiovascular diseases has been extensively studied (Shi and Wei, 2013) . Cardiac malformations (Diav-Citrin et al., 2008) , including pulmonary hypertension (Chambers et al., 1996 (Chambers et al., , 2006 Källén and Olausson, 2008; Kieler et al., 2012) , have also been reported in the SSRIexposed offspring. In the present study we found that ROCK2 was down-regulated in antidepressant-exposed placentas (and to lesser extent in placentas of depressed women). Moreover, IPA analysis revealed that SSRI treatment affects the "Cardiovascular Disease, Skeletal and Muscular Disorders, Cardiovascular System Development and Function" network. Furthermore, it seems that the use of SSRIs intensifies the alterations in ROCK2 expression compared to depression. Due to lowered ROCK2 expression found in the fetal placenta of antidepressant-treated women, it is tempting to speculate that a normal expression of ROCK2 in placenta is important for a normal function of the cardiovascular system in the fetus. Interestingly, we also found that NEXN was down-regulated in antidepressant-treated women. NEXN is a Z-disk gene which is associated with dilated cardiomyopathy (Hassel et al., 2009) . Hence, further studies are necessary to investigate the effects of down-regulated placental NEXN and ROCK2 on the development of the cardiovascular system in the fetus.
Besides the role of the Rho kinase pathway in cardiovascular diseases, a role has also been proposed for the modulation of the placental vasculature. Although expression of ROCK1 and ROCK2 was not different, a higher RhoA mRNA expression was found in placentae from women who suffered from preeclampsia compared with placentae from those that were normotensive (Friel et al., 2008) . Interestingly, the use of antidepressants have been associated with an increased risk for preeclampsia (Palmsten et al., 2012) . In addition, normal ROCK1 and ROCK2 activity is required for normal inner cell mass morphogenesis, which is of importance for successful fetal development (Laeno et al., 2013) . These data indicate that antidepressant use, mainly SSRI, during pregnancy may influence pregnancy complications and fetal development, and that ROCK1 and ROCK 2 may be involved with these processes.
Another gene that was down-regulated in depressed women and to a lesser extent in antidepressant-treated women is the C12orf39. C12orf39 is mainly expressed in the placenta and brain, suggesting that C12orf39 may function in these active secretory tissues (Wan et al., 2010) . With regard to its function, C12orf39 is mainly extracellular and located in the villous trophoblasts. Trophoblasts are important in exchanges between the fetus and the mother and possess endocrine activity, releasing hormones that are important in the homoeostasis of pregnancy (Lunghi et al., 2007) . In addition, trophoblasts are involved with the secretion of placental growth hormone and are related to the development of the placenta (Zeck et al., 2008) . Together, these findings suggest that C12orf39 is implicated in the regulation of placenta development by its role in the biological functions of the trophoblasts and that antenatal depression during pregnancy may influence this development. Of interest is the fact that in antidepressant-treated women the effect is no longer significant, which may indicate that antidepressants may restore the effects of the depression-induced down-regulation of C12of39.
GCC2 is a peripheral membrane protein localized to the trans-Golgi network (Luke et al., 2003) which is involved in the maintenance of Golgi structure or transport vesicle tethering (Brown et al., 2011) . More research is needed to investigate the effects of altered gene expression of GCC2 in the placenta on the developing fetus.
Similarly, KTN1 encodes the full kinectin which is found in the endoplasmic reticulum and is responsible for the transport of vesicles along microtubules. KTN1 is mainly expressed in the brain, liver, ovarian, and hematopoietic cells (Tran et al., 2002; Bai et al., 2006) . Of interest is that kinectin can interact with RhoA (Hotta et al., 1996) , and that the RhoA signaling pathway is affected in the depressed and antidepressant-treated women. As described before normal RhoA signaling is important to prevent pregnancy complications. Possible consequences for the fetus due to the down-regulation of KTN1 in the placenta remains to be investigated.
The last gene that was validated was DNM1L, which is a GTPase regulating the mitochondrial fission. In mice it was shown that ablation of the DNM1L gene induced defects in trophoblast giant cells and cardiomyocytes (Wakabayashi et al., 2009 ). Moreover, brain-specific DNM1L ablation caused developmental defects in the cerebellum (Wakabayashi et al., 2009) . Although these results were found in knockout mice it is tempting to speculate that the down-regulation of the DNM1L found in the antidepressant-treated women might have an effect on embryonic and brain development as well. However, again, this effect remains to be established.
Despite the strengths of our study, such as the longitudinal nature of the study and the information on the state of the mothers mood at multiple time points, some limitations need to be discussed. First, we investigated alterations in gene expression of the fetal side of the placenta due to antenatal depression and antidepressant treatment. The results of this study may give us an indication on altered pathways in the placenta. However, the placenta is a separate organ and is not part of the fetus itself, therefore findings need to be replicated in the developing fetus. In humans this is not easily feasible therefore experiments are ongoing in a rodent study. Second, antenatal depression is a relatively heterogeneous condition and outcome of diagnoses and treatment plans (before the women entered the study) were diagnosed by different doctors which may have biased the outcome. As a result dosages and types of medication may not have been appropriate for the diagnosed depression. Nevertheless, all women did undergo the EPDS screening providing comparable data between the groups concerning the mood state at different time points during (and after) pregnancy. Third, in the validation study we included different types of antidepressants, although they were mainly SSRIs, this may have influenced the outcome of the gene expression in the SSRI treatment group.
In conclusion, gene expression in the fetal placenta is altered by antenatal depression and SSRI treatment. As more placental genes alterations were validated in a larger subset of SSRI-treated women compared to those with antenatal depression we conclude that for these subset of genes, the effects of SSRI-intake during pregnancy are more robust. It remains to be established how these differentially affected genes influence the development of the child, and whether these differences are found in the fetus as well.
